Background: The Alzheimer's Disease Anti-inflammatory Prevention Trial (ADAPT) tested whether non-steroidal anti-inflammatory drugs (NSAIDs) can prevent Alzheimer's disease (AD). The results were null. We analyzed ADAPT data to examine if the effects of NSAIDs on AD risk differed depending upon APOE genotype or age as has been suggested by previous observational studies. Methods: ADAPT randomized 2,528 cognitively intact older adults to either celecoxib, naproxen sodium or placebo; 2,388 participants provided blood samples for APOE genotyping. Proportional hazards regression was used to estimate the effects of naproxen or celecoxib versus placebo on incident AD by age at enrollment and APOE genotype. Results: The proportion of subjects providing a biological sample did not differ between the treatment groups. In models of AD risk, none of the tests for 2-way interactions between either NSAID and age or APOE genotype were significant (p 1 0.05). Conclusions: The data did not support the hypothesis that the association between NSAIDs and AD risk differed by age or APOE genotype. This is an Open Access article licensed under the terms of the Creative Commons Attribution-NonCommercial-NoDerivs 3.0 License (www.karger.com/OA-license), applicable to the online version of the article only. Distribution for non-commercial purposes only.
Introduction
Previous epidemiologic studies have found that non-steroidal anti-inflammatory drugs (NSAIDs) are associated with reduced risk of Alzheimer's disease (AD) [for a review, see 1 ] . Several of these studies have suggested the risk reduction may be greater among certain subgroups. In one study, NSAIDs were associated with reduced AD risk only among those with at least one high-risk 4 allele [2] . Several other studies noted similar albeit non-significant subgroup differences by APOE genotype [3] [4] [5] . Two other observational studies reported that the association between NSAIDs and reduced AD risk was greatest among the youngest old and diminished with increasing age [2, 6] .
The Alzheimer's Disease Anti-inflammatory Prevention Trial (ADAPT) was designed to evaluate whether the nonselective NSAID naproxen sodium (Aleve , Bayer) or the selective cyclooxygenase-2 (COX-2) inhibitor celecoxib (Celebrex , Pfizer) prevent AD onset among cognitively intact elderly with a family history of AD. Primary results reported from the trial did not support the hypothesis that NSAIDs prevent AD or age-related cognitive decline [7, 8] . This report describes analyses of ADAPT data to determine if the effect of the NSAIDs on AD incidence differed by APOE genotype or age at enrollment in the trial.
Methods

Design Overview
ADAPT was a randomized, placebo-controlled, primary prevention trial sponsored by the National Institute on Aging. Participants were assigned to the following parallel treatment groups in a 1: 1:1.5 ratio: (a) naproxen (220 mg b.i.d.); (b) celecoxib (200 mg b.i.d.), or (c) placebo. Participants and personnel at the clinical sites were masked to treatment assignment using a double-placebo design [9] . The study protocol was reviewed and approved by all relevant institutional review boards.
ADAPT participants were recruited primarily through mailings to Medicare beneficiaries in areas surrounding the trial's six field sites in the United States (Baltimore, Md.; Boston, Mass.; Rochester, N.Y.; Seattle, Wash.; Sun City, Ariz.; Tampa, Fla.). Participants were aged 70 years or older, with a history of at least one first-degree relative with Alzheimer-like dementia. Participants underwent cognitive screening before enrollment to exclude those with dementia or other cognitive disorders.
Participants were enrolled from March 2001 to December 2004 and screened annually by an in-person cognitive assessment battery. In December 2004, enrollment and treatment administration were suspended earlier than planned following the announcement from the Adenoma Prevention with Celecoxib (APC) trial that the dose of celecoxib used in ADAPT produced substantially increased risks of cardiovascular death, myocardial infarction, and related events. The rationale for suspending both treatments in ADAPT has been fully discussed [10] . A subsequent analysis of ADAPT data did not show the same level of risk for celecoxib as those of the APC trial [11] . The follow-up of patients enrolled in ADAPT continued until a common closing date in February 2007. A detailed description of the ADAPT design and methods has been published [12] .
Outcome Assessment
Participants with possible cognitive syndromes were identified using cognitive assessment batteries or via referral from study clinicians and were invited to return to a study clinic for a dementia evaluation visit. A description of the battery of tests and procedures used in ADAPT for cognitive assessments and dementia evaluations has been published [7] .
The laboratory, neuroimaging, and cognitive battery results from the annual study visits and the dementia evaluation visit were reviewed by a diagnostic expert panel including the examining clinicians, other ADAPT physicians, and senior site neuropsychologists. When appropriate, the panel assigned diagnoses of dementia using the Diagnostic and Statistical Manual of Mental Disorders-IV criteria [13] and of Alzheimer's dementia using the National Institute of Neurological and Communicative Disorders and Stroke-Alzheimer's Disease and Related Disorders Association criteria [14] .
APOE Genotyping
At enrollment, 5-7 ml of blood was collected from participants who consented to DNA banking. Whole-blood specimens were shipped at room temperature to the Johns Hopkins University Genetic Resources CORE Facility in Baltimore, Md., and DNA was extracted for genetic investigations. APOE genotyping was carried out using standard protocols with the NanoChip Molecular Biology Workstation (Nanogen) platform.
Data Analysis
Pearson 2 tests were used to compare participants who did and did not provide specimens for DNA banking. Naproxen and celecoxib were each compared with placebo. We evaluated time-to-occurrence of AD using the principle of intention-to-treat (ITT) with Cox proportional hazards regression models [15] excluding participants with no follow-up data. For those participants without an AD event, person-time was censored after the participants' last completed cognitive assessment. The event date for those participants with a diagnosis of AD was taken as the date of the relevant dementia evaluation visit. To test for different treatment effects by age and APOE genotype, we separately examined models with 2-way interactions between treatment and age category (dichotomized at the median baseline age; age ! 74 years vs. age 6 74 years) or treatment and APOE genotype (dichotomized at one or more APOE 4 alleles vs. no 4 alleles). Models were adjusted for field site and 5-year age group (for models not including the dichotomized age variable). The resulting hazard ratios (HRs) were estimated with 95% CIs and Wald p values using the PHREG procedure in SAS (SAS/STAT software, version 9.2 of the SAS System for Windows; Copyright © 2002-2008 SAS Institute Inc., Cary, N.C., USA).
Results
The flow of participants through randomization and follow-up and the demographic characteristics of the entire randomized cohort have been shown in previous publications [7, 8, 11] . Briefly, 2,528 participants were randomized (placebo: 1,083; celecoxib: 726; naproxen: 719), and 2,071 participants had at least one follow-up visit (placebo: 895; celecoxib: 588; naproxen: 588).
A total of 2,388 participants provided DNA specimens for APOE genotyping. The proportion of participants providing specimens did not differ appreciably between the treatment groups. The proportion of participants not providing specimens was slightly higher for women than men (6.8 vs. 4.5%; 2 = 6.6; p = 0.01) and varied significantly by race (5.3% White, 18.9% African-American, 0% Hispanic, 13.6% other; 2 = 16.7, p ! 0.01) and marital status (4.5% married, 9.5% widowed, 15.4% separated, 6.4% divorced, 3.1% never married; 2 = 21.6; p ! 0.01). The proportion of participants not providing specimens also differed by clinic (5.0% Baltimore, 8.7% Boston, 4.4% Rochester, 11.0% Seattle, 1.1% Sun City, 3.3% Tampa; 2 = 58.1; p ! 0.01). Table 1 shows the demographic characteristics of the 2,388 participants who provided specimens overall and by treatment group. The median age at randomization was 74 years; slightly more males than females were included, and more than 97% of the participants were white. Approximately one-third of the participants had at least one APOE 4 allele; only 3% had homozygous 4. More than half of the participants were homozygous for 3.
The incidence of AD was higher among participants with one (HR = 2.4, 95% CI: 1.3-4.4, p ! 0.01) or two (HR = 6.2, 95% CI: 2.3-16.6, p ! 0.01) APOE 4 alleles as compared to those with no 4 alleles. The incidence of AD was higher in participants older than 74 years compared to those younger than 74 years, although the confidence interval for the hazard ratio included one (HR = 1.3, 95% CI: 0.7-2.3, p = 0.41).
The 2-way tests for interaction did not provide support for the hypothesis that the treatment effects differed by age (celecoxib-by-age interaction p value = 0.66, naproxen-byage interaction p value = 0.72) or by APOE genotype (celecoxib-by-4 status interaction p 
Discussion
ADAPT was carried out to test the hypothesis that NSAIDs prevent the onset of AD. The primary results did not provide any support for this hypothesis. The source of the discrepant results between the randomized trial and previous observational studies has been the focus of much debate [1] . Motivated by findings of several previous observational studies that the effects of NSAIDs may be greater among the youngest old or those with one or more APOE 4 allele, we analyzed ADAPT data to test for subgroup differences by age or APOE genotype that might explain the discrepancies between the observational and randomized studies. We found no evidence for such subgroup differences. This is the first randomized study of NSAIDs and AD to test for subgroup differences by age or APOE genotype. Randomized trials are considered the gold standard for establishing causal relationships in epidemiology. However, the current study was not designed to test for treatment by genotype or age interactions and may not have had sufficient sample size to rule out important differences in treatment effects by age or APOE genotype. For instance, the estimated hazard ratio for naproxen versus placebo in the subgroup with APOE 4 alleles was close to 1.0 (i.e. HR = 0.91), but the confidence interval contained values that would probably be regarded as clinically significant, i.e. potentially a 60% reduction in AD incidence. Similarly for celecoxib versus placebo in those with 4 alleles, the wide confidence intervals meant that we are unable to rule out a 40% reduction in AD incidence. The current findings do argue, however, against subgroup effects on AD incidence of these magnitudes or greater. x/N = Number of events divided by the number of persons at risk; PY = cumulative person-years of follow-up; PYs can be calculated as the number of events/(rate/100). Event is defined as possible or probable AD based on consensus conference. Hazard ratios and 95% confidence intervals (NSAID vs. placebo) were calculated using Cox proportional hazards regression. Time to event is from randomization to the date of the associated dementia evaluation. Time to censor is from randomization to the most recent cognitive assessment. Models included adjustment for stratification variables of field site (both models) and 5-year age group (model 1 only).
